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            Abstract
Tardigrades, also known as water bears, are small aquatic animals. Some tardigrade species tolerate almost complete dehydration and exhibit extraordinary tolerance to various physical extremes in the dehydrated state. Here we determine a high-quality genome sequence of Ramazzottius varieornatus, one of the most stress-tolerant tardigrade species. Precise gene repertoire analyses reveal the presence of a small proportion (1.2% or less) of putative foreign genes, loss of gene pathways that promote stress damage, expansion of gene families related to ameliorating damage, and evolution and high expression of novel tardigrade-unique proteins. Minor changes in the gene expression profiles during dehydration and rehydration suggest constitutive expression of tolerance-related genes. Using human cultured cells, we demonstrate that a tardigrade-unique DNA-associating protein suppresses X-ray-induced DNA damage by âˆ¼40% and improves radiotolerance. These findings indicate the relevance of tardigrade-unique proteins to tolerability and tardigrades could be a bountiful source of new protection genes and mechanisms.
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                    Introduction
Tardigrades, also known as water bears, are tiny aquatic animals having four pairs of legs1. More than 1,000 species have been reported from various habitats such as marine, fresh water or limno-terrestrial environments. All tardigrades require surrounding water to grow and reproduce, but some speciesâ€”typically those living in the limno-terrestrial environmentsâ€”have the ability to tolerate almost complete dehydration. When encountering desiccation, tolerant tardigrades lose body water and enter a contracted dehydrated state called anhydrobiosis, which is a reversible ametabolic state. The dehydrated tardigrades withstand a wide range of physical extremes that normally disallow the survival of most organisms, such as extreme temperatures (from âˆ’273â€‰Â°C2 to nearly 100â€‰Â°C3,4), high pressure (7.5â€‰GPa)5, immersion in organic solvent4,6, exposure to high dose of irradiation7,8 and even direct exposure to open space9. Although such unusual tolerance of some tardigrades has long fascinated researchers, the molecular mechanisms enabling such exceptional tolerance have remained largely unknown.
Recently, a finding was reported by a research group at the University of North Carolina (UNC) claiming the presence of extensive horizontal gene transfer (HGT) in a tardigrade genome (17.5% of genes have foreign origin) as a potential basis of tolerant ability, based on their own draft genome assembly of a freshwater tardigrade, Hypsibius dujardini (N50=15.9â€‰kb; hereafter referred to as the UNC assembly)10. In contrast, another research group offered a counterargument, suggesting that a substantial portion of the UNC assembly were derived from contaminating microorganisms11. There is also a significant discrepancy between the estimated genome size of the species (80â€“110â€‰Mbp)11 and the span of the UNC assembly (212.3â€‰Mb), which could be explained by the presence of contaminating sequences at least partially. It is controversial whether extensive HGT is real or an inaccurate interpretation of contaminating sequences. Contaminating sequences substantially affect genome analyses, leading to misinterpretation of the gene repertoire in the target organisms, as well as poor assembly or even chimeric misassembly. Metagenomic approaches could be used to identify putative contaminating sequences based on sequence similarity to phylogenetically distant taxa11, but possible misidentification and erroneous elimination from the assembly may lead to a biased representation of the gene repertoire for the target organism. A bona fide tardigrade genome sequence largely free from contamination is therefore needed.
The possible contribution of foreign genes was discussed in the presumed tolerant ability of the sequenced species, H. dujardini10. However, freshwater tardigrades, including H. dujardini, are among the least tolerant members of the phylum Tardigrada and H. dujardini cannot withstand exposure to low humidity conditions without a long pre-exposure to high-humidity conditions12,13. Furthermore, no data have been reported for their tolerability against extreme stress in a dehydrated state, although they exhibit some tolerance to radiation in a hydrated state14. The controversial extensive HGT was thoroughly examined in the poorly tolerant H.dujardini, but no other gene repertoire analysis has been reported for tardigrades. Therefore, the genomic basis for the exceptional tolerance of tardigrades remains to be elucidated.
To this end, we conducted a precise genome analysis using one of the most stress-tolerant tardigrade species, R. varieornatus, which tolerates direct exposure to low-humidity conditions and withstands various extremes in the dehydrated state4,15. We determined a high-quality genome sequence largely free from contamination that allows us to precisely analyse the gene repertoire, such as the proportion of HGT, and characteristic gene expansion or deletion. We also analysed the gene expression profiles during dehydration and rehydration. Furthermore, we focused on the abundantly expressed tardigrade-unique genes and present evidence for the relevance of tardigrade-unique proteins to tolerability, based on our investigation of the effect of a novel tardigrade-unique DNA-associating protein on DNA protection and radiotolerance in human cultured cells.


Results
High-quality genome sequence of extremotolerant tardigrade
R. varieornatus is an extremotolerant tardigrade species, which becomes almost completely dehydrated on desiccation (Fig. 1a,b) and withstands various physical extremes4. The genome sequence of R. varieornatus was determined by using a combination of the Sanger and Illumina technologies (Supplementary Table 1). To minimize microbial contamination we cleansed egg surfaces with diluted hypochlorite and before sampling the tardigrades were starved and treated with antibiotics for 2 days. After the removal of short scaffolds (<1â€‰kb) and mitochondrial sequences, we obtained the assembly spanning 56.0â€‰Mbp (301 scaffolds). Coverage analysis (160 Ã— Illumina sequencing) revealed that 199 scaffolds (99.7% in span) had considerable coverage (>40), whereas 102 scaffolds had exceptionally low coverage (<1; Supplementary Fig. 1 and Supplementary Data 1). We considered these 102 scaffolds (153â€‰kb in span) as derived from contaminating organisms and excluded them from our assembly. As a result, our final assembly spans 55.8â€‰Mbp (199 scaffolds; N50=4.74â€‰Mbp; N90=1.3â€‰Mbp; Supplementary Table 2). The span is highly concordant with the genome size estimated by DNA staining in the tardigrade cells (âˆ¼55â€‰Mbp; Supplementary Fig. 2), suggesting sufficiency of our assembly span and no significant inflation by contaminated organisms. We also constructed a full-length complementary DNA library from dehydrated tardigrades and determined paired-end sequences. BLAST search of these Expression Sequence Tag (EST) data against our genome assembly revealed 70,674 of 70,819 sequences (99.8%) were successfully mapped (E-value<1065). The completeness of our assembly was also supported by high coverage (95.6%) in essential eukaryotic genes assessed by Core Eukaryotic Genes Mapping Approach16 (Supplementary Table 2) and the very low duplication rate in Core Eukaryotic Genes Mapping Approach (1.13) indicated that our assembly was largely free from inflation by contaminating organisms. We generated gene models based on our messenger RNA-sequencing (RNA-seq) data for six states (two embryonic stages and four states of adults during dehydration and rehydration) and merged them with ab initio gene models, to produce the comprehensive gene set, containing 19,521 protein-coding genes. The genome of this species was highly compact and, correspondingly, the mean length of coding sequences (1,062â€‰bp), exons (234â€‰bp) and introns (402â€‰bp) were fairly short and genes were densely distributed with short inter-coding sequence distances (mean 1,099â€‰bp; Supplementary Table 3).
Figure 1: The extremotolerant tardigrade R. varieornatus and taxonomic origins of its gene repertoire.
(a,b) Scanning electron microscopy images of the extremotolerant tardigrade, R. varieornatus, in the hydrated condition (a) and in the dehydrated state (b), which is resistant to various physical extremes. Scale bars, 100â€‰Î¼m. (c) Classification of the gene repertoire of R. varieornatus, according to their putative taxonomic origins and distribution of best-matched taxa in putative HGT genes.
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No extensive HGT in R. varieornatus genome
To evaluate the significance of HGT in the tardigrade gene repertoire, we first performed BLAST search against the non-redundant database of National Centre for Biotechnology Information. Among the 19,521 tardigrade proteins, 10,957 proteins (56.1%) had similar proteins below the threshold (E-valueâ‰¤10âˆ’5) used to estimate HGT in rotifers17. The vast majority exhibited the best similarity with metazoan proteins and were thus classified as metazoan origin (10,249 proteins; 52.5% of total proteins; Fig. 1c). We examined putative HGT based on HGT indices that were calculated by subtracting the best bit score of the metazoan hit from that of the non-metazoan hit in BLAST searches, as used in previous reports10,17. Only 234 proteins (1.2%) had HGT scores higher than the previously defined threshold (â‰¥30)10,17 and were classified as putative HGT genes (Fig. 1c and Supplementary Data 2). Of 234 putative HGT genes, 226 genes were encoded in the scaffolds containing metazoan-origin genes and all 234 putative HGT genes were supported by substantial coverage of genomic reads (Supplementary Fig. 3 and Supplementary Data 2), suggesting that these putative HGT genes were encoded in the tardigrade genome rather than mis-incorporated minor contaminating sequences. In our evaluation of genome assembly, we excluded 102 scaffolds due to the extremely low coverage as a sign of possible contamination origins. To examine the impact of this exclusion on the estimated HGT proportion, we applied the same gene prediction on the excluded scaffolds and found 152 additional protein-coding genes. Of these 152 genes, 129 exhibited high HGT indices (â‰¥30) and were classified as putative HGT genes. Even taking into account these genes, the proportion of putative HGT genes was still only 1.8% (Supplementary Table 2). In any case, the proportion of HGT in our genome was much lower than those reported for the UNC assembly of H. dujardini (17.5%)10. In addition to the HGT proportion, we also found a striking contrast in putative taxonomic origins of HGT genes. In the UNC assembly, most (>90%) of the putative HGT genes were presumed to be of bacterial origin. In contrast, more than half (65%) of the putative HGT genes have probable eukaryotic origins in our assembly, mainly fungal origin (Fig. 1c).
Our transcriptome analyses revealed that 138 of 234 putative HGT genes were certainly transcribed (fragments per kilobase of exon per million mapped fragments â‰¥5) and were considered as functional (Supplementary Data 2). These functional HGT genes included several tolerance-related genes, for example, catalases. Catalase is an antioxidant enzyme that decomposes hydrogen peroxide, which is hazardous to the organism, and antioxidant enzymes are presumed important to counteract oxidative stress during desiccation18. In our assembly, we found three catalases and one putative pseudo-gene. All of them had high HGT scores and contained an extra domain at the carboxy terminus compared with other metazoan catalases (Supplementary Fig. 4). This structure resembles those of bacterial clade II catalases. Catalases are classified into three sub-groups, termed clade I, II and III, and all other metazoan catalases are classified as clade III19. Phylogenetic analyses confirmed the classification of tardigrade catalases as clade II (Supplementary Fig. 5).
Expansion of stress-related genes in the tardigrade genome
Comparison of the gene repertoire with other metazoans revealed characteristic expansion of several stress-related gene families such as superoxide dismutases (SODs) and MRE11 (Supplementary Fig. 6 and Supplementary Data 3). Sixteen SODs were found in our assembly, whereas less than ten SODs are found in most metazoans. SOD is a detoxifying enzyme of superoxide radicals, a type of reactive oxygen species (ROS)18. As desiccation induces oxidative stress, expanded SODs could contribute to better tolerance against desiccation18. MRE11, another expanded gene family, plays important roles in repair processes of DNA double-strand breaks (DSBs)20. Four MRE11 genes were found in our assembly, whereas most animals possess only one copy. DNA in tardigrade cells undergo DSBs during long preservation in a dehydrated state and expanded MRE11 might be beneficial for efficient repairing damaged DNA. In the UNC assembly of H. dujardini, expansions by HGT were reported for several other DNA repair genes such as Ku, umuC, Ada and recA (Rad51)10. We observed no significant expansion or sign of HGT for those genes in R. varieornatus (Supplementary Data 3). Furthermore, all MRE11 genes in R. varieornatus were suggested to be of metazoan origin (Supplementary Data 2). Thus, the expansion of MRE11 was likely to be due to gene duplication events during evolution to this lineage, rather than acquisition from other non-metazoan organisms through HGT. We also detected the expansion of some other gene families, for example, guanylate cyclases (Supplementary Fig. 6). Their relation to tardigrade physiology is, however, currently elusive.
Selective loss of peroxisomal oxidative pathway
We also evaluated whether some metabolic pathways had been lost in our tardigrade genome. To assess this, we mapped genes found in model organisms but missing in our tardigrade genome to Kyoto Encyclopedia of Genes and Genomes (KEGG) pathways21. Statistical analysis revealed the significant gene loss in the peroxisomal pathway (corrected P-value=0.007, Fisherâ€™s exact test; Supplementary Data 4). Many oxidative enzymes including those in the conserved Î²-oxidation pathway and several peroxisome biogenesis factors were missing (Supplementary Figs 7 and 8). Î²-Oxidation is a major catabolic pathway of fatty acids, normally catalysed by two sets of enzymes, one in the mitochondria and the other in the peroxisome22. All members of the peroxisomal set were missing, whereas a complete set of mitochondrial enzymes was present (Supplementary Data 5), suggesting actual gene loss in the peroxisomal Î²-oxidation process rather than insufficient genome sequencing.
Selective loss of stress responsive pathways
In addition to the KEGG pathways, we searched for the non-curated gene networks lost in the tardigrade genome by connecting putative lost genes using the proteinâ€“protein interaction database, STRING23. We found that eight lost genes had an interconnected network in the highly conserved stress-responsive signalling pathways (Fig. 2 and Supplementary Data 6). Three of these genes, HIF1A, PHD and VHL, are central components to regulate response to hypoxia24. REDD1 is a downstream target of HIF1A25, as well as a downstream target induced by p53 on genotoxic stress26. REDD1 activates the TSC1/TSC2 complex, leading to downregulation of mammalian target of rapamycin complex 1 (mTORC1) activity25. The other lost gene, Sestrin, is also a downstream gene of p53 connecting genotoxic stress to mTOR signalling27. As TSC1/TSC2 is activated by oxidative stress28, the tardigrade lacks the signalling components connecting various stresses such as hypoxia, genotoxic stress and oxidative stress, to downregulation of mTORC1. In contrast, all other signalling components are present for regulation of mTORC1, depending on physiologic demands such as energy deprivation sensing29 and amino acid sensing30.
Figure 2: Selective loss of stress responsive signalling to mTORC1 downregulation.
Gene networks involved in the regulation of mTORC1 activity. Magenta indicates genes absent in the tardigrade genome and green indicates retained genes. The interconnected eight genes mediating environmental stress stimuli to downregulate mTORC1 were selectively lost, whereas all components involved in sensing and mediating physiologic demands were present.
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Constitutive abundant expression of tardigrade-unique genes
We examined gene expression profiles during dehydration and rehydration using mRNA sequencing and comparative analyses detected only minor differences (Supplementary Data 2), suggesting that the tardigrade can enter a dehydrated state without significant transcriptional regulation. This finding is consistent with the fact that this tardigrade, R. varieornatus, tolerates rapid desiccation by direct exposure to low humidity conditions. We speculated that putative protective proteins are constitutively expressed. During inspection of abundantly expressed genes, we noticed that many abundantly expressed genes are classified as tardigrade-unique genes that exhibited no or low similarity to non-tardigrade proteins (Supplementary Fig. 9).
These abundantly expressed proteins included previously identified tardigrade-unique heat-soluble proteins, CAHS and SAHS, both of which maintain solubility even after heat treatment and are proposed to be involved in the protection of biomolecules during desiccation31,32. We found significant expansion of these tardigrade-unique protein families, as 16 CAHS genes and 13 SAHS genes in our assembly, whereas no counterparts were found in other phyla, except 3 SAHS genes with low similarity to several metazoan fatty acid-binding proteins. In accordance with the identification of CAHS and SAHS proteins as predominant proteins in the heat-soluble proteome of the tardigrade, our transcriptome data confirmed the abundant expression of these family members in the adult stage as well as in embryonic stages, although dominantly expressed members differed depending on the stage (Supplementary Data 2). We found a reasonable number of genes unique to the species or the phylum (8,023 genes; 41.1% of the gene repertoire; Fig. 1c). Abundantly expressed unique genes might be good candidates involved in the tolerability of the tardigrade.
Identification of a tardigrade-unique DNA-associated protein
R. varieornatus exhibits extraordinary tolerance against high-dose radiation4. Considering DNA as a major target of radiation damage, we hypothesized that tardigrade-unique proteins associate with DNA to protect and/or to effectively repair DNA in the tardigrade. To explore this possibility, we isolated the chromatin fraction from the tardigrade and used tandem mass spectrometry to identify the proteins contained in the bands selective to the chromatin fraction (Supplementary Fig. 10). Among the identified proteins (Supplementary Tables 4 and 5), we examined subcellular localization of putative nuclear proteins by expressing them as green fluorescent protein (GFP)-fused proteins in Drosophila Schneider 2 (S2) cells. Only one protein, termed Damage suppressor (Dsup), co-localized with nuclear DNA (Supplementary Fig. 11) and similar co-localization was also observed in human cultured HEK 293T cells (Fig. 3a). Our transcriptome data revealed abundant expression of Dsup in an early embryonic stage (within the top 100 abundantly expressed genes; Supplementary Data 2), which is consistent because nuclear DNA extensively replicates in the embryonic stage. To verify the localization of Dsup protein in tardigrade cells, we performed immunohistochemistry with frozen sections of tardigrade embryos. In almost all tardigrade cells expressing Dsup, Dsup proteins co-localized with nuclear DNA (Supplementary Fig. 12).
Figure 3: Co-localization with nuclear DNA and mobility shift of DNA by Dsup.
(a) Subcellular localization of Dsup-GFP fusion proteins transiently expressed in HEK293T cells. Nuclear DNA was visualized by Hoechst 33342. Scale bars, 10â€‰Î¼m. (b) Mobility shift of DNA by bacterially expressed Dsup protein in a dose-dependent manner (10, 50, 75 or 100â€‰ng). Black arrowhead indicates the predicted size of the probe DNA (3â€‰kbp, 10â€‰ng). Red arrowhead indicates the position of the extremely slowly migrating DNA in the presence of Dsup protein. A similar extensive mobility shift was observed with histone H1.
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Dsup protein showed no sequence similarity to any proteins or motifs in BLASTP and InterProScan searches. In silico prediction revealed a putative long Î±-helical region in the middle and a putative nuclear localization signal at the C terminus (Supplementary Fig. 13). Dsup protein is highly basic (pI=10.55), especially in the C-terminal region, suggesting its potential association with DNA through electrostatic interactions. Mutational analyses using variously truncated Dsup proteins fused with GFP revealed that the C-terminal region (Dsup-C) is required and sufficient for co-localization with nuclear DNA (Supplementary Fig. 14aâ€“c). Expression of Dsup-C induced an abnormally aggregated distribution of nuclear DNA, whereas full-length Dsup-expressing cells had an almost normal distribution of nuclear DNA, similar to that in control cells (Supplementary Figs 14a and 15).
To examine the affinity of Dsup protein to DNA, we performed a gel-shift assay using bacterially expressed Dsup protein in vitro. Pre-incubation with purified Dsup protein significantly retarded the migration of linearized plasmid DNA in a dose-dependent manner (Fig. 3b), suggesting that Dsup protein has certain affinity to DNA in vitro. When Dsup protein was mixed with DNA at a 10:1 (wt:wt) ratio, the migration of DNA was almost completely inhibited. This retarded mobility of DNA could be due to formation of huge DNAâ€“Dsup protein complexes and/or neutralization of the negative charge of DNA. These results suggested the physical affinity of Dsup protein to DNA molecules, although physiological specificity and mode of interaction between Dsup protein and DNA remain elusive. A similar drastic band shift was observed with the ubiquitous chromatin protein histone H1 (ref. 33). Dsup protein required the higher protein:DNA ratio for a complete band shift compared with histone H1, suggesting relatively weak affinity to DNA of Dsup than histone H1. Dsup protein lacking the C-terminal region (DsupÎ”C) completely lost the ability to shift the DNA mobility and Dsup-C alone was sufficient to shift the DNA band (Supplementary Fig. 14d). These findings indicated that the C-terminal region of Dsup is responsible for association with DNA as well as for co-localization with nuclear DNA.
Dsup protein suppresses DNA damage in human cultured cells
We hypothesized that the association of Dsup proteins with nuclear DNA might help to protect DNA from irradiation stress. To examine this possibility, we established a HEK293 cell line stably expressing Dsup under the control of the constitutive CAG promoter. Co-localization of Dsup protein with nuclear DNA was confirmed by immunocytochemistry in the established line (Supplementary Fig. 16a). X-ray irradiation induces various types of DNA damage, including DNA breaks, mainly single-strand breaks (SSBs). To examine the effect of Dsup on X-ray-induced DNA breaks, Dsup-expressing cells and untransfected HEK293 cells were exposed to 10â€‰Gy X-ray irradiation. After irradiation, the cells were exposed to an alkaline condition (pH>13) to denature the damaged DNA and dissociated single-strand DNA fragments were analysed in single-cell electrophoresis (alkaline comet assay). The short fragmented DNA migrated to more distant location from the nuclei (comet tail region) and thus the proportion of DNA in the comet tail was considered an indicator of DNA breaks. In irradiated Dsup-expressing cells, the proportion of tail DNA was only 16%â€”less than half of that in the untransfected HEK293 cells (33%; Fig. 4a). This finding suggested that Dsup protein suppressed X-ray-induced SSBs in human cultured cells. There are two modes for X-ray to induce SSBs: the direct absorption of X-ray energy into the DNA (direct effects) and through attack by ROS generated from water molecules activated by X-ray energy (indirect effects)34. We, therefore, examined the effect of Dsup protein on DNA SSBs generation by ROS. Exposure to hydrogen peroxide induced severe fragmentation of DNA (71% of total DNA in tail) in control HEK293 cells. In contrast, DNA fragmentation in Dsup-expressing cells was substantially suppressed to only 18% of total DNA in the tail (Fig. 4b), indicating that Dsup protein was able to protect DNA from ROS as well as X-rays. Pretreatment with the antioxidant, N-acetyl-L-cysteine (NAC) also substantially suppressed peroxide-induced SSBs. The combination of NAC and Dsup led to even greater suppression, although the suppression induced by their combination was less than the sum of those in each condition individually, suggesting that NAC and Dsup at least partially share the same suppression mechanism, most probably counteracting oxidative stress.
Figure 4: Dsup protein suppresses stress-induced DNA fragmentation in human cultured cells.
(a) The effects of Dsup on SSBs by 10â€‰Gy X-ray irradiation in alkaline comet assays. The irradiated cells were immediately subjected to the assay. Representative images are shown for each condition. In the pseudo-coloured images in the inset, red to blue circles indicate nuclear DNA and magenta indicates fragmented DNA in tail. DNA fragmentation was assessed by the proportion of DNA detected in the tail region (% of DNA in Comet Tail). At least 281 comets were analysed for each condition. **P<0.01 and ***P<0.001 (Welchâ€™s t-test: non-irradiated, t-value=âˆ’3.199, P-value=0.0015; irradiated: t-value=8.599, P-value<1.0Eâˆ’15). (b) The effects of Dsup on SSBs caused by hydrogen peroxide (H2O2) treatment in alkaline comet assays. Cells were treated with 100â€‰Î¼M H2O2 for 30â€‰min at 4â€‰Â°C, to induce DNA damage with or without pretreatment with 10â€‰mM NAC as an antioxidant for 30â€‰min. At least 203 comets were analysed for each condition. ***P<0.001 (Tukeyâ€“Kramerâ€™s test). (c) The effects of Dsup on DSBs by 5â€‰Gy X-ray irradiation in neutral comet assays. Three hundred comets were analysed for each condition. **P<0.01 and ***P<0.001 (Welchâ€™s t-test: non-irradiated, t-value=2.758, P-value=0.0060; irradiated; t-value=7.406, P-value=4.7Eâˆ’13). Values represent meanÂ±s.d. in all panels. Scale bars, 100â€‰Î¼m.
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Besides SSBs, high-dose X-ray irradiation also induces DSBs, which are much more hazardous for organisms due to their difficult repair. We next examined the effect of Dsup protein on DSBs using a neutral comet assay, in which DNA fragmentation was analysed without dissociating in a neutral condition. The proportion of fragmented DNA was âˆ¼40% reduced in Dsup-expressing cells compared with that in the untransfected cells (Fig. 4c). These findings together suggest that Dsup protein suppressed X-ray-induced DNA DSBs and SSBs.
We further verified the suppression of DNA breaks by Dsup proteins using another DSB quantification method. In irradiated cells, histone H2AX around DSBs becomes phosphorylated within an hour35, referred to as Î³-H2AX, and Î³-H2AX can be used as an indicator of DSBs. We visualized Î³-H2AX by immunofluorescence and counted the number of foci per nucleus at 1â€‰h after irradiation. For this experiment, we irradiated cells with a relatively lower dose (1â€‰Gy) of X-ray to avoid overlap of neighbouring foci and minimize counting errors. The Dsup-expressing cells exhibited an âˆ¼40% reduced number of Î³-H2AX foci compared with untransfected cells (Fig. 5a). We further established Dsup knockdown cells by transfecting a small hairpin RNA (shRNA) expression construct in Dsup-expressing cells. Dsup expression was successfully reduced by 77% in the knockdown cells (Fig. 5b). The reduction of DNA damage completely disappeared by Dsup knockdown (Fig. 5c,d). These findings indicated that Dsup protein is responsible for suppressing DNA damage in irradiated human cultured cells. When using a stable line expressing mutant Dsup protein, DsupÎ”C, which lacks the C-terminal DNA-associating region (Supplementary Fig. 16b), we detected no reduction of DNA fragmentation in the alkaline comet assays (Supplementary Fig. 17a), suggesting that the association with DNA is prerequisite for Dsup protein to protect DNA from X-ray. This view was further supported by the impaired suppression of the Î³-H2AX foci in the DsupÎ”C-expressing cells (Supplementary Fig. 17b).
Figure 5: Reduced formation of Î³-H2AX foci in human cultured cells depending on Dsup expression.
(a) Distribution of the numbers of Î³-H2AX foci per nucleus is shown. Each dot represents an individual nucleus of a HEK293 cell (Control) or a Dsup-expressing cell (Dsup) under non-irradiated and irradiated conditions. ***P<0.001; NS, not significant (Welchâ€™s t-test). (b) Significant decrease of Dsup transcript in shRNA-introduced cells (Dsup+shDsup) compared with that in untreated Dsup-expressing cells (Dsup shRNA(âˆ’)). n=3. Values represent meanÂ±s.e.m. ***P<0.001 (Studentâ€™s t-test). (c) Quantitative comparison of Î³-H2AX foci number among untransfected HEK293 cells (Control), Dsup-expressing cells (Dsup) and Dsup-knockdown cells (Dsup+shDsup) under non-irradiated and 1â€‰Gy X-ray irradiated conditions. At least 70 cells were analysed for each condition. Values represent meanÂ±s.d. **P<0.01; NS indicates not significant (Tukeyâ€“Kramerâ€™s test). (d) Representative images detecting Î³-H2AX foci in each condition. Fluorescent images were converted to binary images for automatic counting of foci. Scale bar, 10â€‰Î¼m.
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Dsup improves viability of irradiated human cultured cells
To test whether DNA protection by Dsup protein could also improve cellular survival after irradiation, we measured the cell viability after irradiation. In general, 3â€“7â€‰Gy of X-ray induces severe DNA damage in mammalian cells, leading to loss of proliferative ability36. Accordingly, we irradiated cells with 4â€‰Gy X-ray at 1 day post seeding (dps), which was the minimum dose enough to suppress proliferation of untransfected HEK293 cells in our condition. After irradiation, cell proliferation was examined at 24â€‰h intervals for 8 days using PrestoBlue Cell Viability reagent, which measures the total reducing power of the cell culture37. Dsup-expressing cells exhibited slightly better cell viability after irradiation compared with those of untransfected HEK293 cells (Supplementary Fig. 18aâ€“c). At 4 days after the cell viability analysis (12â€‰dps), we noticed a drastic difference between Dsup-expressing cells and untransfected cells under phase-contrast microscopy (Supplementary Fig. 18d). Almost all irradiated untransfected cells had an abnormal round shape and were mostly detached from the culture dish, typical characteristics of dead cells. In contrast, many irradiated Dsup-expressing cells had a normal morphology and attached to the culture dishes, suggesting that these cells retained the characteristics of live adherent cells and perhaps even had proliferative ability.
To confirm their proliferative ability, we examined the temporal change in cell numbers over a longer period after irradiation with 4â€‰Gy of X-ray. Even under non-irradiated conditions, Dsup-expressing cells proliferated slightly faster than the untransfected cells, whereas Dsup-knockdown cells exhibited similar proliferation to that of untransfected cells (Fig. 6b). At 10â€“12â€‰dps, the cell numbers became nearly saturated. Under irradiated conditions, almost all untransfected cells detached from the culture dish and had an abnormal round shape (Fig. 6a). In contrast, some of the irradiated Dsup-expressing cells attached to the culture dish with an apparently normal morphology and such cells increased over time (Fig. 6a). Cell counting analyses confirmed these observations. At 8â€‰dps, the number of irradiated untransfected cells was almost unchanged from that at the seeding and further decreased at 10 and 12â€‰dps (Fig. 6b). In contrast, the number of Dsup-expressing cells increased even at 8â€‰dps compared with that at the seeding and drastically increased at 10 and 12â€‰dps (Fig. 6b), suggesting that at least some fraction of irradiated Dsup-expressing cells retained proliferative ability. Growth rates at 8â€“12â€‰dps were comparable to those of non-irradiated Dsup-expressing cells. In Dsup-knockdown cells, the improvements in cell viability and proliferative ability were completely abolished and their phenotypes were similar to those of untransfected HEK293 cells (Fig. 6). These findings suggested that Dsup protein confers increased radiotolerance to human cultured cells. Cells expressing a Dsup mutant lacking the DNA-associating domain (DsupÎ”C) exhibited impaired improvement of radiotolerance compared with those expressing full-length Dsup protein (Supplementary Fig. 19), suggesting that DNA targeting is important for full improvement of the radiotolerance by Dsup. As radiosensitivity of mammalian cells is affected by the cell cycle38, we compared the cell cycle distribution between Dsup-expressing cells and untransfected cells using flow cytometry. However, no significant differences were detected (Supplementary Fig. 20), suggesting that the improved radiotolerance conferred by Dsup protein was not due to alterations of the cell cycle.
Figure 6: Improved viability and proliferative ability of Dsup-expressing cells after irradiation.
(a) Representative microscopic images with phase contrast at 8, 10 and 12â€‰dps, of untransfected HEK293 cells (Control), Dsup-expressing cells (Dsup) and Dsup-knockdown cells (Dsup+shDsup) irradiated with 4â€‰Gy X-ray at 1 dps. Scale bar, 200â€‰Î¼m. (b) Comparison of growth curves of untransfected cells (Control), Dsup-expressing cells (Dsup) and Dsup-knockdown cells (Dsup+shDsup) in non-irradiated and irradiated conditions. Values represent meanÂ±s.d.
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Discussion
The genome sequence of R. varieornatus determined in this study is the first example of an extremotolerant tardigrade genome. All examined data, including congruence of the assembly span with the estimated genome size, and high coverage of EST and a core eukaryotic gene set, support the completeness of the determined genome sequence. The clear separation of minor contaminating scaffolds based on coverage and the consistent GC proportion and coverage of the scaffolds in the final assembly suggested that our assembly is largely free from contamination. The quality of our assembly is two orders of magnitude better (N50 âˆ¼4.7â€‰Mb) than those of the two draft genomes of the freshwater tardigrade, H. dujardini (N50 âˆ¼15.9 or 50.5â€‰kb) and thus could be useful as a reference genome of the phylum.
The estimated HGT proportion (1.2%) in our final assembly is one order of magnitude lower than that in the controversial UNC assembly of H. dujardini (17.5% HGT)10. We did not exclude any sequences from the assembly based on sequence similarity to foreign organisms (for example, bacteria) and thus there was no preferential removal of HGT genes and no bias to underestimate the HGT proportion. The HGT index is a useful indicator for the possibility of HGT, but is not a sufficient criterion to guarantee true HGT. Indeed, previous phylogenetic analyses validated only an average of 55% of the genes with a high HGT index (â‰¥30) as foreign origin39. Thus, our estimated HGT proportion (1.2%) was rather overestimated. The number of putative HGT genes (234) in our assembly is in the range of those in nematodes (129â€“241) estimated with the same criterion39 and we therefore concluded that R. varieornatus contains only a moderate number of HGT genes. Extensive HGT is thus not a common feature in the phylum Tardigrada and is also not correlated with extremotolerance, because R. varieornatus has superior tolerability compared with H. dujardini without extensive HGT.
As desiccation causes severe oxidative stress18, desiccation-tolerant animals should have the ability to mitigate this type of stress. Multiple gene repertoire traits in the tardigrade genome suggested enhanced tolerability against oxidative stress, such as characteristic expansion of antioxidative enzymes, SODs and acquisition of bacterial-origin catalases (clade II). Bacterial clade II catalases exhibit greater resistance to denaturing conditions, such as high temperature or 7â€‰M urea than metazoan clade III catalases40 and, thus, tardigrade clade II catalase might be active even in hyperosmotic conditions during dehydration/rehydration and contribute to desiccation tolerance. Loss of peroxisomal oxidative enzymes including those in Î²-oxidation could be another strategy to adapt to oxidative stress. In peroxisomal Î²-oxidation, acyl-CoA oxidases catalyse the initial conversion of acyl-CoA and produce hydrogen peroxide as a side product. On the other hand, in mitochondria, similar conversion is catalysed by acyl-CoA dehydrogenases, which produce FADH2 instead of hydrogen peroxide (Supplementary Fig. 7). Thus, the lack of peroxisomal Î²-oxidation pathway probably leads to decreased hydrogen peroxide production during fatty acid metabolism. Decreased production of hydrogen peroxide would help the animal by preserving antioxidant capacity to combat oxidative stress during desiccation. Hydrogen peroxide produced in metazoan peroxisomes is normally decomposed by the resident enzyme, catalase. The putative decrease of hydrogen peroxide is consistent with the loss of typical metazoan catalases (clade III) in the tardigrade genome.
Although the stress-responsive pathway is widely used to adapt to various environmental stresses, the decoded tardigrade genome is unexpectedly missing signalling pathways that mediate stress stimuli to inactivate mTORC1, probably leading to degradation of damaged cellular components by autophagy41. We speculate that the tardigrade avoids excessive destruction of cellular components after severe stress by suppressing autophagy induction and this might be beneficial to resume cellular activity by using partially damaged biomolecules after rehydration. These findings suggest that the tardigrade is insensitive to environmental stress, at least with respect to autophagy induction.
Minor changes in gene expression profiles during dehydration and rehydration suggested constitutive expression of tolerance-related genes in R. varieornatus. Some tardigrade-unique genes, including putative protective proteins CAHS and SAHS, were abundantly and constitutively expressed, and could be candidates involved in desiccation tolerance. Dsup protein is a prominent example of tardigrade-unique abundant proteins involved in tolerability and is, to our knowledge, the first DNA-associating protein demonstrated to protect DNA and improve the radiotolerance of cultured animal cells. Although Dsup improved radiotolerance of HEK293 cells, cultured cell lines including HEK293 cells are potentially pre-adapted to oxidative environments in an artificial culture system and Dsup might enhance radiotolerance in conjunction with the partial adaptation of cultured cell lines.
We detected âˆ¼40 foci of Î³-H2AX, a relatively high number, in HEK 293 cells at 1â€‰h after 1â€‰Gy irradiation on glass coverslips. Glass materials are reported to enhance irradiation effects approximately twofold by generating the secondary electrons42. Taking this effect into account, the detected number of Î³-H2AX in our assay is in good accordance with previous reports in which 20âˆ¼30 DSBs were detected after 1â€‰Gy irradiation43,44.
In our comet assays, Dsup-expressing cells were irradiated on ice or treated with hydrogen peroxide at 4â€‰Â°C and immediately subjected to electrophoresis, suggesting that DNA fragmentation was detected before significant DNA repair. In the Î³-H2AX foci assay as well, we detected Î³-H2AX foci at 1â€‰h after irradiation when enough Î³-H2AX has accumulated to be detected in human cells and the accumulation of Î³-H2AX is normally retained for at least several hours35,45. Thus, we concluded that the reduced number of DNA breaks in Dsup-expressing cells was due to the suppression of DNA breaks, rather than facilitation of DNA repair processes, which is proposed in some other radiotolerant animals, such as the sleeping chironomid or rotifers46,47 (Supplementary Fig. 21). In some desiccation-tolerant animals, protective molecules, such as trehalose, are thought to play important roles in the protection of biomolecules against dehydration stress. Dsup could be a DNA-targeted protectant in the tardigrade, although this finding would not exclude the possibility of the presence of an effective DNA repair system, for example, expanded MRE11s could contribute to facilitation of DNA repair.
Although association of proteins with DNA is potentially beneficial to physically shield DNA from environmental stress, including ROS, it could interfere with DNA replication and transcription. Indeed, overexpression of several DNA-binding proteins, such as a bacterial histone-like nucleoid-structuring protein or a small acid-soluble spore protein associated with spore DNA of Bacillus subtilis, causes severe condensation of DNA and loss of cell viability48,49. The C-terminal region of Dsup alone similarly induced an abnormal aggregation of DNA and we were unable to establish stably expressing cell lines, likely to be due to cytotoxic effects. The apparent lack of such negative effects in full-length Dsup-expressing cells suggests that the amino-terminal and middle regions play important roles to relieve the adverse effects induced by association of Dsup-C to DNA (for example, possible heterochromatinization and/or interference on transcription and replication). Dsup protein affords DNA protection without impairing cell viability and is quite suitable for future application to confer the tolerance to other animal cells.
Improvement of radiotolerance by Dsup suggests that unique proteins in the tardigrades confer exceptional tolerance to harsh environmental stresses. Dsup-expressing human cultured cells exhibited better tolerance to 4â€‰Gy of X-ray irradiation, whereas R. varieornatus exhibited far superior tolerance against high-dose irradiation, such as 4,000â€‰Gy of He-ion beam in adults, and a lower, but still significant, dose of irradiation in mitotically active embryos (LD50 âˆ¼500â€‰Gy)50. There may be additional factors besides Dsup in the tardigrade genome that contribute to the exceptional tolerance. The genome sequence and gene repertoire of the extremotolerant tardigrade revealed in this study provide a treasury of genes to improve or augment the tolerant ability in stress-sensitive animal cells.


Methods
Experimental animals
The YOKOZUNA-1 strain of the extremotolerant tardigrade R. varieornatus was used for all experiments. The strain was established from a single individual4 to minimize genetic variance. The tardigrades were reared on water-layered agar plates by feeding them alga, Chlorella vulgaris (Chlorella Industry, Japan), at 22â€‰Â°C4 with additional hygienic treatment using hypochlorite.
Genome size determination
The genome size of the animal was determined by flow cytometry51. Briefly, âˆ¼100 starved adult tardigrades were collected and homogenized in Galbraith buffer (pH 7.2)52 using a Kontes Dounce tissue grinder. Dissociated cells were obtained by filtration through a CellTrics disposable filter (30â€‰Î¼m pore size; Partec) and stained with 50â€‰Î¼gâ€‰mlâˆ’1 propidium iodide. The DNA content in each cell was analysed using a FACSCanto flow cytometer and FACSDiva software (BD Biosciences).
The genome size was also estimated by Feulgen densitometry method53. Adult tardigrades were squashed on a slide glass. After air drying and fixation, the slide was hydrolysed in 5.0â€‰N HCl and stained using Schiff reagent. The density of Feulgen stain was measured using image analysis software, FMBIO Analysis (Hitachi Software, Tokyo, Japan). In total, 119 cells from 10 animals were examined. Drosophila melanogaster was used as a reference.
Genome DNA extraction
After 2 days starvation and antibiotics treatment, tardigrades were extensively cleansed and genomic DNA was extracted using a Blood and Cell Culture DNA Mini Kit (Qiagen) according to the manufacturerâ€™s protocol. Eluted DNA solution was supplemented with DNA carrier, Ethachinmate (Nippon Gene) and precipitated by ethanol. In total, âˆ¼15,000 individuals were subjected to genomic analyses including whole genome shotgun (WGS), fosmid and Illumina sequencing.
Fosmid library construction and sequencing
The fosmid library (GRVF) was constructed from sheared genomic DNA and pKS300 cloning vector. After in vitro packaging using Gigapack III Gold Packaging Extract (Agilent Technology), the phage particles were transfected to Escherichia coli XL1-BLUE. Fosmid clone DNA from each 96-well plate was prepared by the standard alkaline lysis method (Kurabo PI-1100). End sequencing of 30,336 fosmid clones was performed using a BigDye terminator kit version 3 and the ABI 3730xl DNA Analyzers (Applied Biosystems).
WGS sequencing and assembly
The genome sequence of R. varieornatus was determined by using a combination of the Sanger and Illumina technologies. First, a WGS library with an average insert size of 3.5â€‰kb was constructed. End sequencing of 489,216 clones was then performed using the ABI 3730xl DNA Analyzers (Applied Biosystems). After quality and vector clipping, the WGS and fosmid end sequence data were assembled by the PCAP.REP assembler (version 06/07/05). Gap closing and re-sequencing of low-quality regions were performed by a combination of primer walking and direct sequencing of fosmid/WGS clones and PCR products. Complete sequences of four fosmid clones were generated by the shotgun sequencing method. Second, Illumina-sequencing libraries were prepared using a Paired End DNA Sample Prep kit and a Mate Pair Library Prep kit. Paired-end (240 and 480â€‰bp) and mate-pair (4.8, 5.8 and 7.3â€‰kb) libraries run on the Genome Analyzer IIx sequencers (Illumina). After the pre-processing steps, de novo assembly was performed using the SOAPdenovo version 1.3. The contig sequences (8,086 contigs, total bases: 49,160,052â€‰bp) were then incorporated into the Sanger-based assembly sequence, to close the gaps and resolve the problematic regions.
RNA sequencing
After 2 days starvation, extensively washed tardigrades were used. Dehydrated tardigrades were obtained by exposing the washed tardigrades to 33.8% relative humidity on a nylon mesh and filter paper. Rehydrated tardigrades were collected at 80â€‰min and 3â€‰h after rehydration. Total RNA was extracted using TRIzol reagent (Invitrogen). Embryos were collected at 2-day intervals after egg laying as 0â€“2 days and 3â€“4 days, and extensively washed. Six sequencing libraries were constructed from four adult samples during anhydrobiosis (hydrated, dehydrated and rehydrated at 80â€‰min and 3â€‰h) and two embryonic samples using a mRNA-Seq Sample Prep kit (Illumina). The sequencing was performed using the Genome Analyzer IIx and HiSeq2000 sequencers (Illumina).
Full-length cDNA library construction and EST sequencing
Total RNA was extracted from dehydrated tardigrades using TRIzol reagents and a full-length cDNA library (cYOK) was constructed by the oligo-capping method54. DNA template for each clone was amplified from the bacterial culture in a glycerol stock 384-well plate using a TempliPhi DNA amplification kit (GE Healthcare). EST sequencing of 38,400 cDNA clones was performed using the ABI 3730xl capillary sequencers (Applied Biosystems).
Prediction of protein-coding genes
For ab initio prediction of protein-coding genes, primary training data were created by: (1) predicting the longest open reading frames (ORFs) longer than 300â€‰bp from the cDNA sequences; (2) screening translated ORF sequences with BLASTP55 e-value<eâˆ’50 match against UniRef90 (ref. 56); (3) mapping the screened translated ORF sequences against the genome sequence using exonerate programme57. Thus, using the derived training data, genes were predicted from the genome sequence using SNAP58 for initial bootstrap learning. Using the gene prediction of SNAP in the longest seven scaffolds, gene model is further trained and the final predictions were made using GlimmerHMM59. In parallel, RNA-seq reads were mapped to the genome sequence using TopHat software60 and gene model was generated using cufflinks61. To dissociate artificial fusions of adjacent coding sequences, non-overlapping ORFs were extracted. The transcriptome-based gene model was merged with the ab initio gene model to produce the comprehensive gene set.
Annotation of genes
For non-coding RNAs, transfer RNAs were predicted using the combination of Aragorn v.1.2.28 (ref. 62) and tRNAscan-SE 1.23 (ref. 63), and rRNAs were predicted using RNAmmer v.1.2 (ref. 64). For functional annotation of protein-coding genes, sequence similarities were searched in Swiss-Prot knowledgebase56 using BLASTP55 with e-value<eâˆ’25, domains were searched in Conserved Domains Database65 using RPS-BLAST with e-value<eâˆ’5 and orthologous groups were searched using KEGG Automatic Annotation Server66 with bidirectional best hit method. Gene Ontology terms were obtained from the best Swiss-Prot match.
Gene expansion and lost pathway analysis
Putative orthologues in other metazoans were assigned for all tardigrade proteins based on a reciprocal BLAST search to reference protein sequences obtained from the UniProt proteome database56. Gene numbers were compared between the tardigrade and other metazoans. For detection of lost pathways, we assigned KEGG orthology identifiers to all tardigrade proteins and two well-established model invertebrates (D. melanogaster and Caenorhabditis elegans) using the KEGG Automatic Annotation Server programme66. We took the proteins conserved in both model invertebrates as a background and evaluated the statistical significance of missing genes in the tardigrade genome for each KEGG pathway using the KOBAS programme67. To find lost gene networks in addition to curated KEGG pathways, putative lost genes were inter-connected using the STRING database (cutoff score 0.9)23. The gene networks containing high number of putative lost genes were inspected manually.
Assessment of taxonomic origin of predicted proteins
BLASTP search was performed to retrieve similar proteins from the National Centre for Biotechnology Information non-redundant database for each tardigrade protein and the taxonomy information was retrieved based on their GeneInfo Identifiers. Tardigrade proteins were excluded from the retrieved list. When no similar proteins were retrieved with the defined threshold, the query proteins were classified as â€˜no similarityâ€™ (E-value>10âˆ’3) or â€˜low similarityâ€™ (E-value>10âˆ’5). The proteins exhibiting the best score with metazoan proteins were classified as â€˜metazoan originâ€™. For rest proteins, HGT indices were calculated to assess possible foreign origin, by subtracting the bit score of the best metazoan hit from that of the best non-metazoan hit as defined previously17. We allowed metazoan hits with an E-value threshold of 10. The proteins with high HGT index (â‰¥30) were classified as â€˜putative HGT proteinsâ€™. The threshold value was determined as 30 in the previous work17. Those with a lower HGT index were classified as â€˜Indeterminateâ€™.
Protein identification
Chromatin fraction was separated by partial disruption and differential centrifugation68. Five hundred tardigrades were homogenized with a Dounce tissue grinder (Radnoti, RD440910; with 30â€“40â€‰Î¼m clearance) on ice in Buffer A (10â€‰mM HEPES-HCl pH 7.9, 10â€‰mM KCl, 1.5â€‰mM MgCl2, 0.34â€‰M sucrose, 10% glycerol, 1â€‰mM dithiothreitol and Complete EDTA-free protease inhibitor cocktail (Roche)). To solubilize the cell membrane, Triton X-100 (Wako) was added to final 0.1% and incubated for 8â€‰min on ice. The nuclear fraction was precipitated by low-speed centrifugation (4â€‰min, 1,300â€‰g, 4â€‰Â°C) and washed twice with buffer A. The nuclear fraction was lysed by hypotonic shock in Buffer B (3â€‰mM EDTA, 0.2â€‰mM EGTA, 1â€‰mM dithiothreitol and Complete EDTA-free protease inhibitor cocktail (Roche)) for 30â€‰min on ice. After centrifugation (4â€‰min, 1,700â€‰g, 4â€‰Â°C), insoluble chromatin was obtained as a precipitate and the supernatant was recovered as the nuclear soluble fraction. The chromatin fraction was washed two more times with Buffer B. Each fraction was analysed by SDSâ€“PAGE and proteins were visualized using a Silver Quest Staining Kit (Invitrogen). Selective bands (B1 and B2) were excised and treated with trypsin. The fragmented peptides were analysed by nano liquid chromatographyâ€“electrospray ionizationâ€“quadrupole time of flightâ€“tandem mass spectrometry. Proteins were identified using MASCOT software (Matrix Science; P<0.01; Mascot score cutoff was 37). Detected peptides are shown in Supplementary Table 5.
Subcellular localization analysis of GFP fusion protein
For expression of GFP-fused full-length Dsup protein, the coding sequence of Dsup was amplified and inserted into Asp718 and BamHI sites of pAcGFP1-N1 (Clontech). HEK293T cells were transiently transfected with the expression construct using X-tremeGENE 9 reagent (Roche). After 24â€‰h, the cells were stained with Hoechst 33342 (Lonza) to visualize nuclear DNA. Fluorescent signals were observed under a confocal microscope (LSM710, Carl Zeiss).
Immunohistochemistry
Anti-Dsup antibody was raised and affinity-purified against bacterially expressed Dsup protein. For immunohistochemistry on frozen sections, tardigrade embryos within 3 days after egg-laying were fixed with 4% paraformaldehyde at room temperature (RT) for 15â€‰min and were embedded in Agarose-LGT (Nacalai Tesque)32. The embedded gels were incubated in sucrose series, 15 and 30% overnight each at 4â€‰Â°C and embedded in O.C.T. Compound (Sakura Finetek Japan). Cryosections (10â€“14â€‰Î¼m thickness) were prepared using a cryostat (Leica CM1850, Leica). After three washes with 0.1% Tween 20 in Tris-buffered saline, the sections were blocked with 2% goat serum for 1â€‰h and reacted with the affinity-purified anti-Dsup antibody (at 1/200 dilution) overnight at 4â€‰Â°C and then with Alexa Fluor 488 anti-Rabbit IgG (Molecular Probes, A-11008, at 1/1,000 dilution) for 45â€‰min at RT. Nuclear DNA was counterstained with 4â€²,6-diamidino-2-phenylindole (Invitrogen). Fluorescent signals were observed using a confocal microscope (LSM710, Carl Zeiss).
In silico analysis based on the Dsup protein sequence
Secondary structures were predicted by the CLC main workbench 6.9.1 (CLC Bio). The nuclear localization signal was predicted using the cNLS Mapper (http://nls-mapper.iab.keio.ac.jp/). A hydrophobicity plot was generated by ProtScale (http://web.expasy.org/protscale/) with the Kyte and Doolittle model69. A protein charge plot was generated using EMBOSS70. Subcellular localizations were predicted by WoLF PSORT71 and TargetP72.
DNA electrophoretic mobility shift assay
The proteinâ€“DNA association was examined by a gel-shift assay73. Recombinant Dsup protein was produced as follows. The coding sequence of Dsup was amplified and inserted into NdeI and XbaI sites of pCold-I vector (TaKaRa), which contains the 6xHis tag at the N terminus. The construct was transformed to BL21 (DE3) cells and protein production was induced with isopropyl Î²-D-1-thiogalactopyranoside and cold treatment according to the manufacturerâ€™s protocol. Recombinant Dsup protein was purified with Ni-NTA His-Bind Superflow (Novagen) in denaturing conditions using 8â€‰M Urea and dialysed in PBS using a Micro-Dialyzer (Nippon Genetics). PBS was prepared from ten times concentrated stock solution (Wako, 163-25265). As a DNA probe, pBluescript II plasmid DNA was linearized by digestion with HindIII and subjected to the assay. Purified recombinant Dsup proteins (10, 50, 75 or 100â€‰ng) were incubated with purified linearized pBluescript DNA (10â€‰ng) in PBS for 20â€‰min at RT. Purified histone H1 protein (bovine) was purchased from Upstate and was used as a positive control. After the incubation, the samples were mixed with gel loading dye (10â€‰mM Tris-HCl pH 8.0, 1â€‰mgâ€‰mlâˆ’1 bromophenol blue, 20% glycerol) and were electrophoresed in a 0.5% agarose gel in Tris-borate-EDTA (TBE) buffer. DNA was stained with SYBR Green I and visualized by a transilluminator (ATTO).
Cell lines
We obtained HEK293 cells (RCB1637) and HEK293T cells (RCB2202) from RIKEN BioResource Center (BRC). The identity of these cell lines was validated by short tandem repeat profiling and all cell lines were negative for mycoplasma contamination (RIKEN BRC). The cells were maintained in Dulbeccoâ€™s modified essential medium (Nacalai Tesque) containing 10% fetal bovine serum (Corning). A Dsup expression vector was constructed by inserting the coding sequence of Dsup into KpnI and NotI sites of pCXN2KS, a modified pCAGGS vector74. The expression construct was transfected to HEK293 cells using X-tremeGENE 9 DNA Transfection Reagent (Roche) and stably transfected cells were selected by 700â€‰Î¼gâ€‰mlâˆ’1 G418 (Calbiochem) treatment for 3 weeks. We observed many cells with an abnormal morphology (for example, giant cells or elongated form) and those cells could not be maintained. Clonal cell populations were obtained by limiting dilution and Dsup expression was examined by western blotting analysis and immunohistochemistry. Clones showing non-nuclear localization of Dsup protein immunoreactivity were discarded. The clone expressing the highest level of Dsup protein with nuclear localization was chosen. The target sequence for the shRNA was designed based on the online analysis software siDirect75 and BLOCK-iT RNAi Designer (http://rnaidesigner.lifetechnologies.com/rnaiexpress/) as 5â€²-GAA CGT AAC CGT TAC CAA AGG-3â€². To construct a vector expressing shRNA, oligonucleotides encoding the stem-loop shRNA sequence were synthesized and inserted into the AgeI-EcoRI site of pLKO.1 puro76: the inserted sequence was 5â€²-ACC GGT GAA CGT AAC CGT TAC CAA AGG TTC AAG AGA CCT TTG GTA ACG GTT ACG TTC TTT TTG AAT TC-3â€². The shRNA expression construct was transfected to the Dsup-expressing stable cell line. After selection by 2â€‰Î¼gâ€‰mlâˆ’1 puromycin (Sigma) treatment, cell cloning was performed as described above.
Comet assay
A comet assay was performed using the CometAssay Kit (Trevigen) under alkaline or neutral conditions essentially according to the manufacturerâ€™s protocol. Briefly, cells were irradiated on ice using an X-ray generator, the Pantak HF 350 (Shimadzu) operating at 200â€‰kVâ€“20â€‰mA with a filter of 0.5â€‰mm Cu and 1â€‰mm Al at a fixed dose rate of 1.73â€‰Gyâ€‰minâˆ’1. We selected irradiation doses that increased the proportion of tail DNA to a 30â€“50% of total DNA to clearly visualize the irradiation-dependent increase of DNA damage without catastrophic fragmentation (10 and 5â€‰Gy were used for alkaline or neutral conditions, respectively). The irradiated cells were immediately trypsinized and collected as a cell suspension. Cell suspensions were mixed with molten agarose and solidified as a thin layer on slide glasses by chilling at 4â€‰Â°C for 30â€‰min. For alkaline comet assays, the slide glasses were soaked for 1â€‰h in manufacturerâ€™s lysis solution (Trevigen) at 4â€‰Â°C for 1â€‰h to lyse the cells and then immersed in alkaline solution (200â€‰mM NaOH, 1â€‰mM EDTA pH>13) for 1â€‰h at RT, in the dark and electrophoresed in freshly prepared alkaline solution at 25â€‰V and 4â€‰Â°C for 1â€‰h. For neutral comet assay, the cell-mounted slide glasses were soaked in the lysis solution (2.5â€‰M NaCl, 10â€‰mM Tris, 100â€‰mM EDTA, 1% sarcosinate and 0.01% Triton X-100) at 4â€‰Â°C77 and then washed in TBE buffer for 30â€‰min and electrophoresed in freshly prepared TBE buffer at 25â€‰V and 4â€‰Â°C for 1â€‰h. After electrophoresis, the comets were visualized by staining with SYBR Green I and captured with an Imager Z1 (Carl Zeiss). DNA fragmentation was quantified for at least 120 comets per condition using CASP software78.
Hydrogen peroxide treatment
Cells were treated with 100â€‰Î¼M hydrogen peroxide (H2O2) at 4â€‰Â°C for 30â€‰min. Half of the cells were pretreated with an antioxidant, 10â€‰mM NAC (Sigma) for 30â€‰min before the hydrogen peroxide treatment. DNA damage was evaluated by the alkaline comet assay with the electrophoresis at 25â€‰V at 4â€‰Â°C for 30â€‰min, immediately after the treatment. At least 302 comets were analysed for each condition.
Î³H2AX foci detection
The cultured cells on Chambered Coverglass (Thermo Scientific) were irradiated with 1â€‰Gy of X-ray using the Pantak HF 350 X-ray generator (Shimadzu). One hour after X-ray irradiation, the cultured cells were fixed with 4% formaldehyde for 15â€‰min and permeabilized with 0.5% Triton X-100 for 15â€‰min. The cells were blocked with 10% goat serum for 1â€‰h and reacted with the anti-phospho-histone H2A.X (Ser139) antibody clone JBW301 (Merck Millipore, 05-636, at 1/800 dilution) for 1â€‰h and then with Alexa Fluor 488 anti-mouse IgG (Molecular Probes, A-11001, at 1/500 dilution) for 45â€‰min. Nuclear DNA was counterstained with 4â€²,6-diamidino-2-phenylindole (Invitrogen). All reactions and procedures were essentially performed at RT. Fluorescent signals were observed by confocal microscopy (LSM710, Carl Zeiss). The depth-coded projections were captured as stacks of ten optical sections of z-series at 1-Î¼m intervals and converted to binarized images by ImageJ version 1.47. The threshold value for image conversion was manually adjusted until a visual best fit between the original and converted images was observed (Supplementary Fig. 22). The numbers of Î³-H2AX foci were counted using the ImageJ software79.
Quantification of Dsup transcript by realtime reverse transcriptaseâ€“PCR
Total RNA was extracted from cell pellet using the RNeasy mini kit following the manufacturerâ€™s instructions (Qiagen) and reverse-transcribed using PrimeScript RT reagent Kit with gDNA Eraser (Perfect Real Time; TaKaRa). Dsup expression was quantified by real-time PCR using LightCycler 480 Instrument II (Roche) and knockdown efficiency was calculated. Human Î²-actin was used as an internal control. Sequences for primer sets were as follows: Dsup: forward 5â€²-TCC ACA GAA CCC TCT TCC AC-3â€² and reverse 5â€²-TCT TGA CAA TGG CAG CTG AG-3â€². Î²-actin: forward 5â€²-TGA GCG CGG CTA CAG CT-3â€² and reverse 5â€²-TCC TTA ATG TCA CGC ACG ATT T-3â€².
Cell cycle analysis
Cell cycle analysis was performed using flow cytometry based on DNA content and incorporation of 5-bromo-2-deoxyuridine (BrdU)80. BrdU (Sigma) was added to cell cultures at 10â€‰Î¼M at 37â€‰Â°C for 1â€‰h. After pulse labelling, the cells were collected as a cell suspension by trypsinization. Cells were fixed with 90% ice-cold ethanol with gentle vortexing and incubated on ice for 1â€‰h. Cells were rinsed in PBS and further incubated with 2â€‰N HCl/0.5% Triton X-100 at RT for 30â€‰min. After that, cells were suspended in 0.1â€‰M sodium tetraborate for 30â€‰min. Cells were incubated with 1/50 diluted anti-BrdU mouse IgG (555627, BD Pharmingen) at RT for 1â€‰h and reacted with 1/500 diluted Alexa Fluor 488 anti-mouse IgG (Molecular Probes, A-11001) for 30â€‰min after two washes with PBS. Cells were finally incubated with PBS containing 10â€‰Î¼gâ€‰mlâˆ’1 RNase (Sigma) and 5â€‰Î¼gâ€‰mlâˆ’1 propidium iodide (Dojindo) at RT for 30â€‰min in the dark and then filtered through 77-Î¼m nylon mesh to remove cell clusters. Cells were analysed by flow cytometry using BD FACSVerse (BD Bioscience). At least 10,000 events were collected and data were analysed using FlowJo software (Tree Star Inc.).
Cell count and measurement of cell viability
Cells were seeded in poly-L-lysine-coated 24-well plates (Iwaki) at a density of 1,000 cells per well. After 24-h incubation (1 dps), the cells were irradiated with 4â€‰Gy of X-ray using the Pantak HF 350 X-ray generator. With 24â€‰h intervals, the cells were incubated with PrestoBlue Cell Viability Reagent (Invitrogen) for 2â€‰h and the fluorescence was measured using a microplate fluorometer, the Spectra max Gemini EM (Molecular Devices). To count the cell number, the cells were washed gently with PBS and treated with trypsin, then recovered as a cell suspension at 8, 10 and 12â€‰dps. The numbers of cells in the suspensions were counted using an automatic cell counter, the Z1 Particle Counter (Beckman Coulter). We examined three wells for each condition.
Statistical analysis
The effects of Dsup or its derivatives in alkaline/neutral comet assays, Î³-H2AX assays and cell viability assays were evaluated by statistical tests. For pairwise comparisons, two-tailed Studentâ€™s t-test or two-tailed Welchâ€™s t-test was used depending on the equality of variance between samples determined by F-test (significance level=0.05). For comparisons among three or more samples, Tukeyâ€“Kramerâ€™s test was used to evaluate the differences between all possible comparison pairs. All statistical measures and tests of the comet assays, Î³-H2AX assays and cell viability assays are provided in Supplementary Tables 6â€“15.
Data availability
All sequence data were deposited to DDBJ/GenBank/EMBL under the accession numbers: (i) BDGG01000001â€“BDGG01000199 for the nuclear genome scaffolds, (ii) AP017609 for the assembled mitochondrial genome, (iii) FT955276â€“FT997721 for the GRVF end sequences, (iv) AP013349â€“AP013352 for the complete sequences of fosmid clones, (v) HY377478â€“HY448296 for the EST sequences of full-length cDNA clones and (vi) 2343876328â€“2344039843, 2343537664â€“2343876048 and 2343264041â€“2343530383 for WGS trace data. All Illumina sequence reads were deposited to the DDBJ Sequence Read Archive (DRA) under accession numbers (i) DRA001119 for WGS and (ii) DRA001120 for RNA-seq. The sequence of Dsup has been submitted to DDBJ with the accession number, LC050827. The corresponding Bioprojects were deposited to DDBJ/GenBank/EMBL under the accession numbers: PRJDB5011 (Umbrella), PRJDB4588 (Genome assembly), PRJDB1451 (genome short reads), PRJDB2359 and PRJDB2360 (RNA-seq data). The genome browser and the relevant databases are available at http://kumamushi.org/.


Additional information
How to cite this article: Hashimoto, T. et al. Extremotolerant tardigrade genome and improved radiotolerance of human cultured cells by tardigrade-unique protein. Nat. Commun. 7:12808 doi: 10.1038/ncomms12808 (2016).



                

            

            
                References
	MÃ¸bjerg, N. et al. Survival in extreme environmentsâ€”on the current knowledge of adaptations in tardigrades. Acta Physiol. 202, 409â€“420 (2011).
ArticleÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Becquerel, P. La suspension de la vie au-dessous de 1/20K absolu par dÃ©magnÃ©tisation adiabatique de lâ€™alun de fer dans le vide le plus Ã©levÃ©. Compt. Rend. Acad. Sci. 231, 261â€“263 (1950).

                    Google ScholarÂ 
                

	Hengherr, S., Worland, M. R., Reuner, A., BrÃ¼mmer, F. & Schill, R. O. High-temperature tolerance in anhydrobiotic tardigrades is limited by glass transition. Physiol. Biochem. Zool. 82, 749â€“755 (2009).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Horikawa, D. D. et al. Establishment of a rearing system of the extremotolerant tardigrade Ramazzottius varieornatus: a new model animal for astrobiology. Astrobiology 8, 549â€“556 (2008).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Ono, F. et al. Effect of high hydrostatic pressure on to life of the tiny animal tardigrade. J. Phys. Chem. Solids 69, 2297â€“2300 (2008).
ArticleÂ 
    ADSÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	RamlÃ¸v, H. & Westh, P. Cryptobiosis in the eutardigrade Adorybiotus (Richtersius) coronifer: tolerance to alcohols, temperature and de novo protein synthesis. Zool. Anz. 240, 517â€“523 (2001).
ArticleÂ 
    
                    Google ScholarÂ 
                

	JÃ¶nsson, K. I., Harms-Ringdahl, M. & Torudd, J. Radiation tolerance in the eutardigrade Richtersius coronifer. Int. J. Radiat. Biol. 81, 649â€“656 (2005).
ArticleÂ 
    PubMedÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Horikawa, D. D. et al. Radiation tolerance in the tardigrade Milnesium tardigradum. Int. J. Radiat. Biol. 82, 843â€“848 (2006).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	JÃ¶nsson, K. I., Rabbow, E., Schill, R. O., Harms-Ringdahl, M. & Rettberg, P. Tardigrades survive exposure to space in low Earth orbit. Curr. Biol. 18, R729â€“R731 (2008).
ArticleÂ 
    PubMedÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Boothby, T. C. et al. Evidence for extensive horizontal gene transfer from the draft genome of a tardigrade. Proc. Natl Acad. Sci. USA 112, 15976â€“15981 (2015).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Koutsovoulos, G. et al. No evidence for extensive horizontal gene transfer in the genome of the tardigrade Hypsibius dujardini. Proc. Natl Acad. Sci. USA 113, 5053â€“5058 (2016).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Kondo, K., Kubo, T. & Kunieda, T. Suggested involvement of PP1/PP2A activity and de novo gene expression in anhydrobiotic survival in a tardigrade, Hypsibius dujardini, by chemical genetic approach. PLoS ONE 10, e0144803 (2015).
ArticleÂ 
    PubMedÂ 
    PubMed CentralÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Wright, J. C. Desiccation tolerance and water-retentive mechanisms in tardigrades. J. Exp. Biol. 142, 267â€“292 (1989).
ArticleÂ 
    
                    Google ScholarÂ 
                

	BeltrÃ¡n-Pardo, E., JÃ¶nsson, K. I., Harms-Ringdahl, M., Haghdoost, S. & Wojcik, A. Tolerance to gamma radiation in the tardigrade Hypsibius dujardini from embryo to adult correlate inversely with cellular proliferation. PLoS ONE 10, e0133658 (2015).
ArticleÂ 
    PubMedÂ 
    PubMed CentralÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Horikawa, D. D. et al. Analysis of DNA repair and protection in the tardigrade Ramazzottius varieornatus and Hypsibius dujardini after exposure to UVC radiation. PLoS ONE 8, e64793 (2013).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Parra, G., Bradnam, K., Ning, Z., Keane, T. & Korf, I. Assessing the gene space in draft genomes. Nucleic Acids Res. 37, 289â€“297 (2009).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Boschetti, C. et al. Biochemical diversification through foreign gene expression in bdelloid rotifers. PLoS Genet. 8, e1003035 (2012).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	FranÃ§a, M. B., Panek, A. D. & Eleutherio, E. C. A. Oxidative stress and its effects during dehydration. Comp. Biochem. Physiol. 146, 621â€“631 (2007).
ArticleÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Klotz, M. G. & Loewen, P. C. The molecular evolution of catalatic hydroperoxidases: evidence for multiple lateral transfer of genes between prokaryota and from bacteria into eukaryota. Mol. Biol. Evol. 20, 1098â€“1112 (2003).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Lamarche, B. J., Orazio, N. I. & Weitzman, M. D. The MRN complex in double-strand break repair and telomere maintenance. FEBS Lett. 584, 3682â€“3695 (2010).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Kanehisa, M., Sato, Y., Kawashima, M., Furumichi, M. & Tanabe, M. KEGG as a reference resource for gene and protein annotation. Nucleic Acids Res. 44, D457â€“D462 (2016).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Poirier, Y., Antonenkov, V. D., Glumoff, T. & Hiltunen, J. K. Peroxisomal Î²-oxidationâ€”a metabolic pathway with multiple functions. Biochim. Biophys. Acta Mol. Cell Res. 1763, 1413â€“1426 2006.

	Szklarczyk, D. et al. STRING v10: protein-protein interaction networks, integrated over the tree of life. Nucleic Acids Res. 43, D447â€“D452 (2015).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Greer, S. N., Metcalf, J. L., Wang, Y. & Ohh, M. The updated biology of hypoxia-inducible factor. EMBO J. 31, 2448â€“2460 (2012).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Brugarolas, J. et al. Regulation of mTOR function in response to hypoxia by REDD1 and the TSC1/TSC2 tumor suppressor complex. Genes Dev. 18, 2893â€“2904 (2004).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Ellisen, L. W. et al. REDD1, a developmentally regulated transcriptional target of p63 and p53, links p63 to regulation of reactive oxygen species. Mol. Cell 10, 995â€“1005 (2002).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Budanov, A. V & Karin, M. p53 target genes sestrin1 and sestrin2 connect genotoxic stress and mTOR signaling. Cell 134, 451â€“460 (2008).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Zhang, J. et al. A tuberous sclerosis complex signalling node at the peroxisome regulates mTORC1 and autophagy in response to ROS. Nat. Cell Biol. 15, 1186â€“1196 (2013).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Shackelford, D. B. & Shaw, R. J. The LKB1-AMPK pathway: metabolism and growth control in tumour suppression. Nat. Rev. Cancer 9, 563â€“575 (2009).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Jewell, J. L., Russell, R. C. & Guan, K.-L. Amino acid signalling upstream of mTOR. Nat. Rev. Mol. Cell Biol. 14, 133â€“139 (2013).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Yamaguchi, A. et al. Two novel heat-soluble protein families abundantly expressed in an anhydrobiotic tardigrade. PLoS ONE 7, e44209 (2012).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Tanaka, S. et al. Novel mitochondria-targeted heat-soluble proteins identified in the anhydrobiotic tardigrade improve osmotic tolerance of human cells. PLoS ONE 10, e0118272 (2015).
ArticleÂ 
    PubMedÂ 
    PubMed CentralÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Bernier, M. et al. Linker histone H1 and H3K56 acetylation are antagonistic regulators of nucleosome dynamics. Nat. Commun. 6, 10152 (2015).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Biaglow, J. E. The effects of ionizing radiation on mammalian cells. J. Chem. Educ. 58, 144â€“156 (1981).
ArticleÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Andrievski, A. & Wilkins, R. C. The response of gamma-H2AX in human lymphocytes and lymphocytes subsets measured in whole blood cultures. Int. J. Radiat. Biol. 85, 369â€“376 (2009).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Puck, T. T. & Marcus, P. I. Action of x-rays on mammalian cells. J. Exp. Med. 103, 653â€“666 (1956).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Xu, M., McCanna, D. J. & Sivak, J. G. Use of the viability reagent PrestoBlue in comparison with alamarBlue and MTT to assess the viability of human corneal epithelial cells. J. Pharmacol. Toxicol. Methods 71, 1â€“7 (2015).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Sinclair, W. K. & Morton, R. A. X-ray sensitivity during the cell generation cycle of cultured Chinese hamster cells. Radiat. Res. 29, 450â€“474 (1966).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Crisp, A., Boschetti, C., Perry, M., Tunnacliffe, A. & Micklem, G. Expression of multiple horizontally acquired genes is a hallmark of both vertebrate and invertebrate genomes. Genome Biol. 16, 50 (2015).
ArticleÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Switala, J., Oâ€™Neil, J. O. & Loewen, P. C. Catalase HPII from Escherichia coli exhibits enhanced resistance to denaturation. Biochemistry 38, 3895â€“3901 (1999).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Jung, C. H., Ro, S.-H., Cao, J., Otto, N. M. & Kim, D. -H. mTOR regulation of autophagy. FEBS Lett. 584, 1287â€“1295 (2010).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Kegel, P., Riballo, E., KÃ¼hne, M., Jeggo, P. A. & LÃ¶brich, M. X-irradiation of cells on glass slides has a dose doubling impact. DNA Repair (Amst) 6, 1692â€“1697 (2007).
ArticleÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Rothkamm, K. & LÃ¶brich, M. Evidence for a lack of DNA double-strand break repair in human cells exposed to very low X-ray doses. Proc. Natl Acad. Sci. USA 100, 5057â€“5062 (2003).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	van der Burg, M. A new type of radiosensitive T-B-NK+ severe combined immunodeficiency caused by a LIG4 mutation. J. Clin. Invest. 116, 137â€“145 (2005).
ArticleÂ 
    PubMedÂ 
    PubMed CentralÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Taneja, N. et al. Histone H2AX phosphorylation as a predictor of radiosensitivity and target for radiotherapy. J. Biol. Chem. 279, 2273â€“2280 (2004).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Krisko, A., Leroy, M., Radman, M. & Meselson, M. Extreme anti-oxidant protection against ionizing radiation in bdelloid rotifers. Proc. Natl Acad. Sci. USA 109, 2354â€“2357 (2012).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Gusev, O. et al. Anhydrobiosis-associated nuclear DNA damage and repair in the sleeping chironomid: linkage with radioresistance. PLoS ONE 5, e14008 (2010).
ArticleÂ 
    ADSÂ 
    PubMedÂ 
    PubMed CentralÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Spurio, R. et al. Lethal overproduction of the Escherichia coli nucleoid protein H-NS: ultramicroscopic and molecular autopsy. Mol. Gen. Genet. 231, 201â€“211 (1992).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Setlow, B., Hand, A. R. & Setlow, P. Synthesis of a Bacillus subtilis small, acid-soluble spore protein in Escherichia coli causes cell DNA to assume some characteristics of spore DNA. J. Bacteriol 173, 1642â€“1653 (1991).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Horikawa, D. D. et al. Tolerance of anhydrobiotic eggs of the tardigrade Ramazzottius varieornatus to extreme environments. Astrobiology 12, 283â€“289 (2012).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Nakabachi, A., Koshikawa, S., Miura, T. & Miyagishima, S. Genome size of Pachypsylla venusta (Hemiptera: Psyllidae) and the ploidy of its bacteriocyte, the symbiotic host cell that harbors intracellular mutualistic bacteria with the smallest cellular genome. Bull. Entomol. Res. 100, 27â€“33 (2010).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Galbraith, D. W. et al. Rapid flow cytometric analysis of the cell cycle in intact plant tissues. Science 220, 1049â€“1051 (1983).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Hardie, D. C., Gregory, T. R. & Hebert, P. D. N. From pixels to picograms: a beginnersâ€™ guide to genome quantification by Feulgen image analysis densitometry. J. Histochem. Cytochem. 50, 735â€“749 (2002).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Suzuki, Y., Yoshitomo-Nakagawa, K., Maruyama, K., Suyama, A. & Sugano, S. Construction and characterization of a full length-enriched and a 5â€²-end-enriched cDNA library. Gene 200, 149â€“156 (1997).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Altschul, S. F. et al. Gapped BLAST and PSI-BLAST: A new generation of protein database search programs. Nucleic Acids Res. 25, 3389â€“3402 (1997).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	The Uniprot Consortium. UniProt: a hub for protein information. Nucleic Acids Res. 43, D204â€“D212 (2015).

	Slater, G. S. C. & Birney, E. Automated generation of heuristics for biological sequence comparison. BMC Bioinformatics 6, 31 (2005).
ArticleÂ 
    PubMedÂ 
    PubMed CentralÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Korf, I. Gene finding in novel genomes. BMC Bioinformatics 5, 59 (2004).
ArticleÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Majoros, W. H., Pertea, M. & Salzberg, S. L. TigrScan and GlimmerHMM: two open source ab initio eukaryotic gene-finders. Bioinformatics 20, 2878â€“2879 (2004).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Kim, D. et al. TopHat2: accurate alignment of transcriptomes in the presence of insertions, deletions and gene fusions. Genome Biol. 14, R36 (2013).
ArticleÂ 
    PubMedÂ 
    PubMed CentralÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Trapnell, C. et al. Transcript assembly and quantification by RNA-Seq reveals unannotated transcripts and isoform switching during cell differentiation. Nat. Biotechnol. 28, 511â€“515 (2010).
CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Laslett, D. & Canback, B. ARAGORN, a program to detect tRNA genes and tmRNA genes in nucleotide sequences. Nucleic Acids Res. 32, 11â€“16 (2004).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Lowe, T. M. & Eddy, S. R. tRNAscan-SE: a program for improved detection of transfer RNA genes in genomic sequence. Nucleic Acids Res. 25, 955â€“964 (1997).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Lagesen, K. et al. RNAmmer: consistent and rapid annotation of ribosomal RNA genes. Nucleic Acids Res. 35, 3100â€“3108 (2007).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Marchler-Bauer, A. et al. CDD: NCBIâ€™s conserved domain database. Nucleic Acids Res. 43, D222â€“D226 (2015).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Moriya, Y., Itoh, M., Okuda, S., Yoshizawa, A. C. & Kanehisa, M. KAAS: an automatic genome annotation and pathway reconstruction server. Nucleic Acids Res. 35, W182â€“W185 (2007).
ArticleÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Xie, C. et al. KOBAS 2.0: A web server for annotation and identification of enriched pathways and diseases. Nucleic Acids Res. 39, 316â€“322 (2011).
ArticleÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	MÃ©ndez, J. & Stillman, B. Chromatin association of human origin recognition complex, cdc6, and minichromosome maintenance proteins during the cell cycle: assembly of prereplication complexes in late mitosis. Mol. Cell. Biol. 20, 8602â€“8612 (2000).
ArticleÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Kyte, J. & Doolittle, R. F. A simple method for displaying the hydropathic character of a protein. J. Mol. Biol. 157, 105â€“132 (1982).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Rice, P., Longden, I. & Bleasby, A. EMBOSS: the European molecular biology open software suite. Trends Genet. 16, 276â€“277 (2000).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Horton, P. et al. WoLF PSORT: protein localization predictor. Nucleic Acids Res. 35, W585â€“W587 (2007).
ArticleÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Emanuelsson, O., Nielsen, H., Brunak, S. & von Heijne, G. Predicting subcellular localization of proteins based on their N-terminal amino acid sequence. J. Mol. Biol. 300, 1005â€“1016 (2000).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Martinez, A. & Kolter, R. Protection of DNA during oxidative stress by the nonspecific DNA-binding protein Dps. J. Bacteriol. 179, 5188â€“5194 (1997).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Niwa, H., Yamamura, K. & Miyazaki, J. Efficient selection for high-expression transfectants with a novel eukaryotic vector. Gene 108, 193â€“199 (1991).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Naito, Y., Yoshimura, J., Morishita, S. & Ui-Tei, K. siDirect 2.0: updated software for designing functional siRNA with reduced seed-dependent off-target effect. BMC Bioinformatics 10, 392 (2009).
ArticleÂ 
    PubMedÂ 
    PubMed CentralÂ 
    CASÂ 
    
                    Google ScholarÂ 
                

	Stewart, S. A. et al. Lentivirus-delivered stable gene silencing by RNAi in primary cells Lentivirus-delivered stable gene silencing by RNAi in primary cells. RNA 9, 493â€“501 (2003).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                

	Kitta, K., Day, R. M., Ikeda, T. & Suzuki, Y. J. Hepatocyte growth factor protects cardiac myocytes against oxidative stress-induced apoptosis. Free Radic. Biol. Med. 31, 902â€“910 (2001).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	KoÅ„ca, K. et al. A cross-platform public domain PC image-analysis program for the comet assay. Mutat. Res. 534, 15â€“20 (2003).
ArticleÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Cai, Z., Vallis, K. A. & Reilly, R. M. Computational analysis of the number, area and density of Î³-H2AX foci in breast cancer cells exposed to 111 In-DTPA-hEGF or Î³-rays using Image-J software. Int. J. Radiat. Biol. 85, 262â€“271 (2009).
ArticleÂ 
    CASÂ 
    PubMedÂ 
    
                    Google ScholarÂ 
                

	Nassour, J. et al. Defective DNA single-strand break repair is responsible for senescence and neoplastic escape of epithelial cells. Nat. Commun. 7, 10399 (2016).
ArticleÂ 
    ADSÂ 
    CASÂ 
    PubMedÂ 
    PubMed CentralÂ 
    
                    Google ScholarÂ 
                


Download references




Acknowledgements
We thank Professor Hiroshi Mitani and Associate Professor Yoshikazu Kuwahara for valuable suggestions regarding the comet assay, and Professor Jun-ichi Miyazaki for generous gift of the pCXN2 vector. We are also grateful to Yuriko Hasebe and Nobuhiro Kido for technical assistance in gene model construction, and to the staff of Comparative Genomics Laboratory at NIG for supporting genome sequencing. We thank Yumiko Ishii for her assistance with the cell cycle analysis and Noriko Eto of the OPEN FACILITY of Hokkaido University Sousei Hall with the genome size determination using FACSCanto flow cytometer. This work was supported by JSPS/MEXT KAKENHI Grant Numbers 25281016, 16H02951, 16H01632, 20017010, 16064101 and 221S0002. T.H. received a Grant-in-Aid for JSPS Fellows (No. 25-1805) from the Japan Society for the Promotion of Science.


Author information
Author notes	Takuma Hashimoto and Daiki D. Horikawa: These authors contributed equally to this work


Authors and Affiliations
	Department of Biological Sciences, Graduate School of Science, The University of Tokyo, 7-3-1 Hongo, Bunkyo-ku, 113-0033, Tokyo, Japan
Takuma Hashimoto,Â Daiki D. Horikawa,Â Yuki Saito,Â Hirokazu Kuwahara,Â Koyuki Kondo,Â Sae Tanaka,Â Takeo KuboÂ &Â Takekazu Kunieda

	Graduate School of Environmental Earth Science, Hokkaido University, Kita 8, Nishi 5, Kita-ku, Sapporo, 060-0810, Hokkaido, Japan
Daiki D. Horikawa

	Institute for Advanced Biosciences, Keio University, Mizukami 246-2, Kakuganji, Tsuruoka, 997-0052, Yamagata, Japan
Daiki D. HorikawaÂ &Â Kazuharu Arakawa

	Department of Biological Sciences, Graduate School of Bioscience and Biotechnology, Tokyo Institute of Technology, 2-12-1 Ookayama, Meguro-ku, 152-8550, Tokyo, Japan
Hirokazu Kuwahara

	Medical Proteomics Laboratory, Institute of Medical Science, The University of Tokyo, 4-6-1 Shirokanedai, Minato-ku, 108-8639, Tokyo, Japan
Hiroko Kozuka-Hata,Â Hiroshi SagaraÂ &Â Masaaki Oyama

	Genome Biology Laboratory, National Institute of Genetics, 1111 Yata, Mishima, 411-8540, Shizuoka, Japan
Tadasu Shin-I,Â Kazuko OhishiÂ &Â Yuji Kohara

	Comparative Genomics Laboratory, National Institute of Genetics, 1111 Yata, Mishima, 411-8540, Shizuoka, Japan
Yohei Minakuchi,Â Ayuko Motoyama,Â Tomoyuki Aizu,Â Asao FujiyamaÂ &Â Atsushi Toyoda

	Laboratory of Molecular Radiology, Graduate School of Medicine, The University of Tokyo, 7-3-1 Hongo, Bunkyo-ku, 113-0033, Tokyo, Japan
Atsushi EnomotoÂ &Â Kiyoshi Miyagawa

	Phyloinformatics Unit, RIKEN Center for Life Science Technologies, 2-2-3 Minatojima-minami, Chuo-ku, Kobe, 650-0047, Hyogo, Japan
Yuichiro Hara

	Laboratory of Ecological Genetics, Graduate School of Environmental Science, Hokkaido University, Kita 10, Nishi 5, Kita-ku, Sapporo, 060-0810, Hokkaido, Japan
Shigeyuki KoshikawaÂ &Â Toru Miura

	The Hakubi Center for Advanced Research and Graduate School of Science, Kyoto University, Kitashirakawa-oiwake-cho, Sakyo-ku, 606-8502, Kyoto, Japan
Shigeyuki Koshikawa

	Department of Applied Life Sciences, Laboratory of Extremophiles, School of Life Sciences, Tokyo University of Pharmacy and Life Sciences, 1432-1 Horinouchi, Hachioji, 192-0392, Tokyo, Japan
Shin-ichi Yokobori

	Department of Computational Biology and Medical Science, Graduate School of Frontier Sciences, The University of Tokyo, 5-1-5 Kashiwanoha, Kashiwa, 277-8562, Chiba, Japan
Yutaka Suzuki

	Department of Genetics, SOKENDAI (The Graduate University for Advanced Studies), 1111 Yata, Mishima, 411-8540, Shizuoka, Japan
Asao Fujiyama

	Database Center for Life Science, 178-4-4 Wakashiba, Chiba, 277-0871, Kashiwa, Japan
Toshiaki Katayama


Authors	Takuma HashimotoView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Daiki D. HorikawaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Yuki SaitoView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Hirokazu KuwaharaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Hiroko Kozuka-HataView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Tadasu Shin-IView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Yohei MinakuchiView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Kazuko OhishiView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Ayuko MotoyamaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Tomoyuki AizuView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Atsushi EnomotoView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Koyuki KondoView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Sae TanakaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Yuichiro HaraView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Shigeyuki KoshikawaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Hiroshi SagaraView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Toru MiuraView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Shin-ichi YokoboriView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Kiyoshi MiyagawaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Yutaka SuzukiView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Takeo KuboView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Masaaki OyamaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Yuji KoharaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Asao FujiyamaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Kazuharu ArakawaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Toshiaki KatayamaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Atsushi ToyodaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar



	Takekazu KuniedaView author publications
You can also search for this author in
                        PubMedÂ Google Scholar





Contributions
D.D.H., H.K. and T. Kunieda prepared tardigrades and nucleic acids. The shotgun library and the fosmid library were constructed by K.O., A.M., T.A., A.T. and A.F. Sanger sequencing was performed by K.O., A.M., T.A., A.T., A.F. and Y.K., and assembled by T.S.-I., Y.M., A.F., Y.K. and A.T. The full-length cDNA library was constructed by Y. Suzuki. Illumina sequencing was performed by T.A., A.T., A.F. and Y. Suzuki. D.D.H., S.K. and T.M. determined the genome size by dye staining. S.T. and H.S. captured SEM images. K.A. and T. Kunieda constructed gene model and gene annotation was performed by K.A. Gene repertoires were analysed by Y.H., T.H., S.T., K.K., T. Kubo and T. Kunieda. S.Y. analysed mitochondrial genome. T. Katayama built the genome browser and databases. Y. Saito isolated the chromatin proteins and mass spectrometry was performed by H.K.-H. and M.O. T.H. performed all functional analyses of Dsup protein and radiation analyses were performed by T.H., A.E. and K.M. T.H. and T. Kunieda wrote the manuscript.
Corresponding authors
Correspondence to
                Atsushi Toyoda or Takekazu Kunieda.


Ethics declarations

              
                Competing interests

                T. Kunieda and T.H. declare competing financial interests, as a part of the work described in this publication has been applied for a patent (Japanese patent application number 2015-032209). All other authors declare no competing financial interests.

              
            

Supplementary information

Supplementary Information
Supplementary Figures 1-22, Supplementary Tables 1-15 and Supplementary Methods (PDF 19995 kb)


Supplementary Data 1
Summary of assembled scaffolds (XLSX 80 kb)


Supplementary Data 2
Annotations and expression profiles of the final gene model of R. varieornatus (XLSX 5680 kb)


Supplementary Data 3
Selective expansion in stress-related gene family (XLSX 74 kb)


Supplementary Data 4
Pathway enrichment analysis of lost genes (XLSX 56 kb)


Supplementary Data 5
Selective loss of peroxisomal oxidative pathway (XLSX 70 kb)


Supplementary Data 6
Selective loss of stress-responsive mTORC1 regulatory pathway (XLSX 59 kb)





Rights and permissions

                This work is licensed under a Creative Commons Attribution-NonCommercial-ShareAlike 4.0 International License. The images or other third party material in this article are included in the articleâ€™s Creative Commons license, unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, users will need to obtain permission from the license holder to reproduce the material. To view a copy of this license, visit http://creativecommons.org/licenses/by-nc-sa/4.0/

              Reprints and permissions


About this article
       



Cite this article
Hashimoto, T., Horikawa, D., Saito, Y. et al. Extremotolerant tardigrade genome and improved radiotolerance of human cultured cells by tardigrade-unique protein.
                    Nat Commun 7, 12808 (2016). https://doi.org/10.1038/ncomms12808
Download citation
	Received: 21 June 2015

	Accepted: 03 August 2016

	Published: 20 September 2016

	DOI: https://doi.org/10.1038/ncomms12808


Share this article
Anyone you share the following link with will be able to read this content:
Get shareable linkSorry, a shareable link is not currently available for this article.


Copy to clipboard

                            Provided by the Springer Nature SharedIt content-sharing initiative
                        








            


            
        
            
                This article is cited by

                
                    	
                            
                                
                                    
                                        Ionizing radiation responses appear incidental to desiccation responses in the bdelloid rotifer Adineta vaga
                                    
                                

                            
                                
                                    	Victoria C. Moris
	Lucie Bruneau
	Karine Van Doninck


                                
                                BMC Biology (2024)

                            
	
                            
                                
                                    
                                        Homology of the head sensory structuresÂ between Heterotardigrada and Eutardigrada supported in a new species of water bear (Ramazzottiidae: Ramazzottius)
                                    
                                

                            
                                
                                    	Ji-Hoon Kihm
	Krzysztof Zawierucha
	Tae-Yoon S. Park


                                
                                Zoological Letters (2023)

                            
	
                            
                                
                                    
                                        Phylogenetic and functional characterization of water bears (Tardigrada) tubulins
                                    
                                

                            
                                
                                    	Kamila NovotnÃ¡ FlorianÄ�iÄ�ovÃ¡
	Athanasios Baltzis
	Stanislav Vinopal


                                
                                Scientific Reports (2023)

                            
	
                            
                                
                                    
                                        Tardigrade small heat shock proteins can limit desiccation-induced protein aggregation
                                    
                                

                            
                                
                                    	Jonathan D. Hibshman
	Serena Carra
	Bob Goldstein


                                
                                Communications Biology (2023)

                            
	
                            
                                
                                    
                                        Horizontal acquisition of a DNA ligase improves DNA damage tolerance in eukaryotes
                                    
                                

                            
                                
                                    	Emilien Nicolas
	Paul Simion
	Karine Van Doninck


                                
                                Nature Communications (2023)

                            


                

            

        
    

            
                Comments
By submitting a comment you agree to abide by our Terms and Community Guidelines. If you find something abusive or that does not comply with our terms or guidelines please flag it as inappropriate.



                
                    
                    

                

            
        





    
        

        
            
                
    
        
            
                Download PDF
                
            
        

    

            
        
    


    
        
    

    
    

    
        
            
                
                    
                        
                            Advertisement

                            
    
        
            
                
        

    


                        

                    

                

            

            

            

        

    






    
        
            
                Explore content

                	
                                
                                    Research articles
                                
                            
	
                                
                                    Reviews & Analysis
                                
                            
	
                                
                                    News & Comment
                                
                            
	
                                
                                    Videos
                                
                            
	
                                
                                    Collections
                                
                            
	
                                
                                    Subjects
                                
                            


                	
                            Follow us on Facebook
                            
                        
	
                            Follow us on Twitter
                            
                        
	
                            Sign up for alerts
                            
                        
	
                            
                                RSS feed
                            
                        


            

        
    
    
        
            
                
                    About the journal

                    	
                                
                                    Aims & Scope
                                
                            
	
                                
                                    Editors
                                
                            
	
                                
                                    Journal Information
                                
                            
	
                                
                                    Open Access Fees and Funding
                                
                            
	
                                
                                    Calls for Papers
                                
                            
	
                                
                                    Editorial Values Statement
                                
                            
	
                                
                                    Journal Metrics
                                
                            
	
                                
                                    Editors' Highlights
                                
                            
	
                                
                                    Contact
                                
                            
	
                                
                                    Editorial policies
                                
                            
	
                                
                                    Top Articles
                                
                            


                

            
        

        
            
                
                    Publish with us

                    	
                                
                                    For authors
                                
                            
	
                                
                                    For Reviewers
                                
                            
	
                                
                                    Language editing services
                                
                            
	
                                Submit manuscript
                                
                            


                

            
        
    



    
        Search

        
            Search articles by subject, keyword or author
            
                
                    
                

                
                    
                        Show results from
                        All journals
This journal


                    

                    
                        Search
                    

                


            

        


        
            
                Advanced search
            
        


        Quick links

        	Explore articles by subject
	Find a job
	Guide to authors
	Editorial policies


    





        
    
        
            

            
                
                    Nature Communications (Nat Commun)
                
                
    
    
        ISSN 2041-1723 (online)
    
    


                
    

            

        

    




    
        
    nature.com sitemap

    
        
            
                About Nature Portfolio

                	About us
	Press releases
	Press office
	Contact us


            


            
                Discover content

                	Journals A-Z
	Articles by subject
	Protocol Exchange
	Nature Index


            


            
                Publishing policies

                	Nature portfolio policies
	Open access


            


            
                Author & Researcher services

                	Reprints & permissions
	Research data
	Language editing
	Scientific editing
	Nature Masterclasses
	Research Solutions


            


            
                Libraries & institutions

                	Librarian service & tools
	Librarian portal
	Open research
	Recommend to library


            


            
                Advertising & partnerships

                	Advertising
	Partnerships & Services
	Media kits
                    
	Branded
                        content


            


            
                Professional development

                	Nature Careers
	Nature 
                        Conferences


            


            
                Regional websites

                	Nature Africa
	Nature China
	Nature India
	Nature Italy
	Nature Japan
	Nature Korea
	Nature Middle East


            


        

    

    
        	Privacy
                Policy
	Use
                of cookies
	
                Your privacy choices/Manage cookies
                
            
	Legal
                notice
	Accessibility
                statement
	Terms & Conditions
	Your US state privacy rights


    





        
    
        
    
    © 2024 Springer Nature Limited




    

    
    
    







    

    



    
    

        

    
        
            


Close
    



        

            
                
                    
                    Sign up for the Nature Briefing: Translational Research newsletter â€” top stories in biotechnology, drug discovery and pharma.

                

                
                    
                        
                        

                        
                        
                        
                        

                        Email address

                        
                            
                            
                            
                            Sign up
                        


                        
                            
                            I agree my information will be processed in accordance with the Nature and Springer Nature Limited Privacy Policy.
                        

                    

                

            


        


    

    
    

        

    
        
            

Close
    



        
            Get what matters in translational research, free to your inbox weekly.
            Sign up for Nature Briefing: Translational Research
            
        


    









    








